. Cargo recruitment by Cab45 oligomers. (A) HeLa cells were fixed and incubated with media containing DMSO (control) or Ca 2+ -free Hanks buffer containing 2 µM ionomycin and 5 mM EGTA for 10 min. Subsequently, cells were fixed and stained with a Cab45 and TGN46 antibodies and Cy5-(Cab45) or Alexa Fluor 488-labeled (TGN46) secondary antibodies. Wide-field illumination imaging was performed (red/green merge, first image, third image) and dSTO RM single fluorescent emitters were localized using a Gaussian least-squares fit. Bars, 10 µm. For the in vitro clustering assay, Cy5-labeled LyzC (B) or Alexa Fluor 647-labeled COMP (C) was left untreated (left), incubated with Ca 2+ (middle), or incubated with unlabeled Cab45 (right). Cluster formation was assessed by fluorescence microscopy. Bars, 20 µm. (D) Fluorescence cross-correlation spectroscopy of ATTO488-labeled Cab45 and LyzC-Cy5 in the absence (top) or presence of 1 mM Ca 2+ (bottom). (E) Fluorescence cross-correlation spectroscopy of ATTO488-labeled Cab45 and Alexa Fluor 647-labeled COMP in the absence (top) or presence of 1 mM Ca 2+ (bottom). In the presence of 1 mM Ca 2+ , clusters of Cab45 form that can be observed as "spikes" or large fluorescence fluctuations in the raw data of both channels (E, right panel, bottom) . To calculate the cross-correlation curve shown these spikes (marked with an arrow) were excluded for analysis. 
